Overview of the light path through the multi-splitter to achieve images of the same region but with offset focal planes on four quadrants of the camera sensor. Semi-silvered mirrors are shown in grey, fully-silvered in black. The light path is 3D, with the grey square (representing a semi-silvered mirror) in the lower section reflecting light upwards, out of the plane of the page/screen, and the black square (representing a fully-silvered mirror) in the upper section reflecting it back to parallel with the page/screen. Only half (full width, vertically centred) of the camera sensor was used, allowing a 200 Hz frame rate. f1 = 2000 mm, f2 = 1300 mm, f3 = 500 mm. B. The measured offset in focal plane for the four quadrants and the measured scale/magnification aberration for the four quadrants relative to the light path with no additional lens. Error bars represent the standard deviation, n = 5. C. Example of images aligned from the four quadrants (captured at the appropriate stage height for the beads to be in focus) without correction for the scale/magnification aberration. D. The same set of images aligned from the four quadrants with scale/magnification correction, showing precise co-localisation. Offset and scale parameters were accepted if the mean offset between points from different channels was <1 px (<65 nm). (Fig. 2) .
